Searching PAJ 



r 



1/1 V 

(3)- (3) JP7-£?9C2 A 



PATENT ABSTRACTS OF JAPAN 



(51)Int.CI. 



(1 1 publication number : 07-069912 
(43)Date of publication of application : 14.03.1995 



A61K 35/78 
A61K 35/78 
A23L 1/30 



(21 Application number : 05-214467 
(22)Date of Filing : 30.08.1 993 



(71) Applicant : 

(72) !nventor : 



POLA CHEM IND INC 
RJKUDA TOSHIYUKI 
KTTADA YOSHIO 



(54) ACTIVE OXYGEN SCAVENGER AND COMPOSITION CONTAINING THE SAME 

(57)Abstract: 

PURPOSE: To obtain the subject highly safe scavenger having activity to sufficiently scavenge active oxygen produced in vivo, 
and a composition containing this scavenger. 

CONSTITUTION: This active oxygen scavenger is an extract from walnutshells. The scavenger is formulated in a composition 
such as a food or medicine to obtain the objective composition. 



LEGAL STATUS 

[Date of request for examination] 17.05.1995 

[Date of sending the examiner's decision of rejection] 

[Kind of final disposal of application other than the" examiner's 

decision of rejection or application converted registration] 

[Date of final disposal for application] 

[Patent number] 2788166 
[Date of registration] 05.06.1998 
[Number of appeal against examiner's decision of rejection] 
[Date of requesting appeal against examiner's decision of 
rejection] 

[Date of extinction of right] 

Copyright (C); 1998,2003 Japan Patent Office 



http://vww19Jpdl.ncipi.gojp/PA1/result/detail/main/wAAAi7aW 



2005/10/20 



JP,07-069912,A 1/1 V 



JAPANESE [jp,07-O69912AI 



CLAIMS DETAILED DESCRIPTION TECHNICAL RE LD PRIOR. ART EFFECT OF THE INVENTION TECHNICAL. PROBLEM 
MEANS OPERATOn 'e^MPLE CORRECTTON OR AMENDMENT 



[Translation done.] 



http://www4jpdl.ncipi.gojp^ 2005/10/20 



JP,07-069912,A [CLAIMS] 1/1 / <— V 



/notices * 



JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 



1This document has been translated by computer. So the translation may not reflect the original precisely. 
2.**** shows the word which can not be translated. 
3.1n the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] The active oxygen elimination agent which consists of an extract of walnut husks. 

[Claim 2] The active oxygen elimination agent according to claim 1 characterized by extracting said extract by one sort chosen 
from water, a methanol ethanol. n-propyl alcohol, i-propyl alcohol, n-butyl alcohol, i-butyl alcohol, sec-butyl alcohol, t-butyl 
alcohol, and an acetone, or two sorts or more. 

[Claim 3] The constituent containing an active oxygen elimination agent according to claim 1 . 



[Translation done.] 
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DETAILED DESCRIPTION 



[Detailed Description of the Invention] 
[0001] 

[Industrial Application] This invention relates to the constituent which contains in detail the active oxygen elimination agent 
which consists of an extract of walnut husks, and this active oxygen elimination agent about the constituent containing an active 
oxygen elimination agent and this. 

[Description of the Prior Art] Generally as effect which active oxygen does to a living body Damage on the organization by bridge 
formation of a collagen fiber, and the partial cleavage of a DNA spiral and generating of a connective radical is mentioned. 
Inducement of allergic responses, such as aging of the skins as the result such as Siwa and elasticity disappearance, or a living 
body and bronchial asthma, and inducement of the inflammation by histamine emission. It is known that induction of the dementia 
by aggravation of diseases, such as damage on the smooth muscle in the myocardial infarction which is one of the ischemic 
diseases, and a liver failure, and destruction of brain tissue etc. will be caused. Furthermore, although the detailed cause and the 
device are unknown, they are a fact also with well-known active oxygen also participating also in the onset of rheumatism. 
[0003] Therefore, it is very important to control generating of active oxygen in in the living body at the point which treats or 
prevents these diseases, and. for this reason, retrieval research of the drugs which have the operation which eliminates the 
active oxygen generated conventionally in the living body has been done widely. 

[0004] For example, as what is used conventionally, the tocopherol (vitamin E) of lipophilicity. a water-soluble ascorbic acid 
(vitamin C). etc. are mentioned by the thing of the natural product origin as drugs which have such an operation, and BHT (3 5 
tert-butyl-4-hydroxytoluene). BHA (2<3)-tert-butyi-hydronalium KISHIANI reel), etc. are mentioned in a synthetic compound. 
However, about these drugs, there were problems that an active oxygen elimination operation was not enough and there 
arises carcinogenic misgiving — by BHT of a synthetic compound, and BHA. 

[0005] Moreover, recently, it asks for sufficient drug effect and sufficient safety, and many attempts in which the drugs which 
have an active oxygen elimination operation will be obtained from a crude drug extract are also made. For example, these all use 
an active oxygen elimination operation of a crude drug origin object for J P.60-224629.A. JP.61-24522.A. JP.2-193930.A. JP.2- 
243632A J P, 2-2647 27 A JP.3-153629A JP.3-221587.A. JP.4-69343A J P. 4- 202 138. A. JP.4-247010A etc. However, in these 
crude drug extracts, although there was no problem in safety, when saying from the point of an active oxygen elimination 
operation, still sufficient thing was not obtained. 

[0006] Furthermore, although the attempt which eliminates the active oxygen generated in the living body by prescribing 1 super 
oxide DESUMYUTAZE (SOD) of an enzyme for the patient has also been made, since SOD was protein, although the acquisition 
is not only difficult but will be digested therefore, internal use was impossible and administration by injection was not that with 
which the half-life in blood is short and satisfaction goes, either. 

[0007] On the other hand, about the husks of a walnut, knowledge with the grinding object useful as a scrub agent and its extract 
extractives are excellent in moistness as skin external preparations, and useful knowledge is known. However, it was not known 
that the extract extractives of these walnut husks have an active oxygen elimination operation, and drugs, food. etc. were made 
to contain this, and the attempt in which it used for various prevention and therapies of a disease which were mentioned above, 
prevention of aging, and an improvement was not carried out. 

[0008] ... , 

[Problem(s) to be Solved by the Invention] This invention makes it a technical problem to offer the constituent which is made 
from the above-mentioned viewpoint, and has the operation which fully eliminates the active oxygen generated in the living body, 
and contains an active oxygen elimination agent and this with high safety. 

C0009] ... 
[Means for Solving the Problem] In order that this invention persons may solve the above-mentioned technical problem, while 
screening various matter by making an active oxygen elimination operation into an index That the fruit of the walnut which 
contains inside husks the partial saturation fats and oils which are easy to receive degradation by active oxygen can maintain 
internal partial saturation fats and oils at stability When it reasoned that it was because the defense mechanism over a certain 
active oxygen exists in outer husks and the walnut husks extract was covered over screening of an active oxygen elimination 
agent, it came to complete a header and this invention for the component which has the active oxygen elimination operation 
excellent in this walnut husks extract component existing. 

[0010] That is. this invention relates to the constituent containing the active oxygen elimination agent and this which consist of 
an extract of walnut husks. Hereafter, this invention is explained to a detail. 

[0011] The active oxygen elimination agent of active oxygen elimination agent this invention of <1> this invention consists of an 
extract of walnut husks. The walnut husks used for this invention are husks of the fruits of the Juglandaceae vegetation 
generally known, for example, walnut husks, such as demon GURUMI. MANSHUUGURUMI. and the Wall nuts, are mentioned. 
[0012] The above-mentioned walnut husks take out the extract which contains the component which has an active oxygen 
elimination operation, and contains said component by extract and it is used for them as an active oxygen elimination agent of 
this invention. Extract processings of walnut husks are approaches, such as continuous system and a batch type, and are 
performed the time of arbitration by maceration or digestion with a conventional method. For example, walnut husks are 
pulverized finely and it extracts by being immersed by one - three days, or the boiling temperature of an extracting solvent at a 
room temperature to an extracting solvent for 1 hour to 5 hours. Then, except for extract residue, reduced pressure or an 
ultrafiltration is performed from an extract, and an extract is condensed, or [ furthermore. / distilling off an organic solvent 
completely and hardening by drying if needed. ] — or it freeze-dries. 

[0013] As a solvent used for such an extract, although water and various organic solvents are mentioned, one sort chosen from 
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water, a methanol, ethanol, n-propyl alcohol, i-propyl alcohol, n-butyl alcohol, i-butyl alcohol, sec-butyl alcohol, t-butyl alcohol, 
and an acetone especially in this invention or two sorts or more are desirable. 

[0014] The constituent of constituent this invention containing the active oxygen elimination agent of <2> this inventions blends 
the above-mentioned active oxygen elimination agent according to a conventional method, for example, drugs, food. etc. are 
mentioned. 

[0015] Although especially a pharmaceutical form is not limited when pharmaceutical-preparation-izing it using the actjve oxygen 
elimination agent of this invention as drugs, according to the usual approach -izing can be carried out [ pharmaceutical form ] 
with the arbitration component usually used by drugs, such as an excipient. a binder, disintegrator, lubricant, a coloring agent, 
corrigent. an odor-masking agent an extending agent, and coating, to various pharmaceutical preparation usually used, such as 
injections, powder, a granule, a tablet, a capsule, and liquids and solutions. 

[0016] although it changes with the class of disease, a symptom, a patient's age. weights, etc. about the dose of the above- 
mentioned drugs — an adult — it is appropriate for one person to administer 10mg - 1000mg orally in 1 time thru/or several 
steps as an amount of the extract of per day and walnut husks, or to prescribe 5mg - 500mg for the patient by injection. As a 
medication method of injections, intravenous administration, intraarterial administration, the administration in a portal vein, 
intraperitoneal administration, intramuscular administration, subcutaneous administration, etc. are mentioned. 
[0017] It can blend with various food with the arbitration component usually used with food, without minding especially, when 
blending the active oxygen elimination agent of this invention with food. If it illustrates, the staple food, such as confectionary, 
such as a candy, and GUMI and jelly, drinks like juice, and a pan. etc. will be mentioned. Although loadings change with classes of 
food, in order to acquire sufficient active oxygen elimination effectiveness, without spoiling the taste of food, its 0.1 - 10 % of the 
weight is desirable. 

[0018] In addition, since walnuts are edible fruits, the extract of walnut husks can expect to excel in safety. 
[0019] 

[Function] The constituent containing the active oxygen elimination agent of this invention and this work effectively to the 
improvement of living body aging . such as a therapy of various illnesses , such as ischemic diseases . such as the inflammation 
and the senile dementia it be suppose that active oxygen be involve according to the active oxygen elimination operation which 
be excellent in the walnut husks extract which be the active principle as mention above . and myocardial infarction , or an allergic 
disease , a liver failure , and rheumatism , and the skin . 

[0020] Moreover, the constituent containing the active oxygen elimination agent of this invention and this can be used effectively 
also because of prevention of the above-mentioned illness or living body aging. This is because the active oxygen which 
generated the component which has an active oxygen elimination operation by making it exist beforehand in the living body in the 
living body can be eliminated quickly and can be detoxified. 
[0021] 

[Example] Below, the example of this invention is explained. First, the example of the active oxygen elimination agent of this 

invention is explained. 

[0022] 

[Example 1] After having pulverized finely 500g of walnut husks of demon GURUML adding 51. water to this and carrying out 
heating churning at 105 degrees C for 2 hours, it freeze-dried having filtered, having removed residue and having covered 2 
****s of obtained filtrate, and the walnut husks extract of demon GURUMI was obtained as 4.9g brown powder. This was made 
into the active oxygen elimination agent as it was. 
[0023] 

[Example 2] After having pulverized 500g of walnut husks of MANSHUUGURUMI finely, adding 5l. of equivalent mixed liquor of. a 
methanol and n-butyl alcohol to this and performing churning, heating, and reflux for 2 hours, it filtered, residue was removed, 
vacuum concentration of the obtained filtrate was carried out. and 5.3g was obtained for the walnut husks extract of 
MANSHUUGURUMI as a viscosity nature liquid. This was made into the active oxygen elimination agent as it was. 
[0024] 

[Example 3] After having pulverized finely 500g of walnut husks of the Wall nuts, adding 51. of acetone water solutions to this 50% 
and performing churning, heating, and reflux for 2 hours, it filtered, residue was removed and vacuum concentration of the 
obtained filtrate was carried out. Furthermore, freeze-drying processing of this concentrate was carried out over 48 hours, and 
the walnut husks extract of the Wall nuts was obtained as 5.1 g being amorphous. This was made into the active oxygen 
elimination agent as it was. 

[0025] About the active oxygen elimination agent obtained in Evaluation of active oxygen elimination agent> above-mentioned 
each example, evaluation about safety, an active oxygen elimination operation and aging, a liver failure, and the effectiveness over 
the allergosis was performed. 

[0026] (1) Intraperitoneal [ of the 5 weeks old ICR male mouse (weights 25-30g) of every two acute toxicity test 1 groups J was 
medicated with what dissolved the active oxygen elimination agent obtained in the example 1 in the physiological saline at a rate 
of 500 mg/kg, 1000 mg/kg. and 2000 mg/kg. respectively, and life and death were judged 14 days after. Consequently, the mouse 
survived also in said which dose and it was checked that a fifty percent lethal dose value is 2000mg/kg or more. It is clear that 
the active oxygen elimination agent of this invention excels this in safety. 
[0027] (2) Measurement of an active oxygen elimination operation (in vitro) 

Based on the reaction formula shown in ** 1, the yield of 02- which was made to generate the superoxide anion (02-) which is 
one of the active oxygen by the xanthin-xanthine oxidase (XOD) system, and was generated was measured by the nitrous-acid 
method, this value was amended with the xanthine oxidase inhibition activity value, and the active oxygen elimination operation 
value was calculated. 
[0028] 
[Formula 1] 
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[0029] 0.1ml of active oxygen elimination agent water solutions which contain the active oxygen elimination agent obtained in 
each above-mentioned example at a 500microg [/ml ] rate could be added to 65mM potassium dihydrogen phosphate. 35mM 
sodium borate. 0.2ml (henceforth the buffer solution A) of 0,5mMEDTA disodium water solutions. 0.2ml of 0.5mM xanthin 
solutions. 0.1ml of 10mM hydroxylamine-hydrochloride water solutions, and the mixed liquor of 0.2ml of pure water, they were 
agitated, and were used as test fluid. Similarly, the solution of the control which used 0.1ml of pure water instead of the active 
oxygen elimination agent was produced. 

[0030] After adding 0.2ml of buffer solutions A which contain xanthine oxidase by Imicrol. [/ml ] concentration and agitating 
them in each above-mentioned test fluid and a control solution, the incubation was carried out at 37 degrees C for 30 minutes. 
0.2ml of buffer solutions A which do not contain xanthine oxidase in the test fluid and the control solution which were adjusted 
like the above as a blank was added, and the solution processed like the above was prepared. 

[0031] Thus, after adding a 30microMN-1-naphthyl ethylenediamine hydrochloride. 3mM sulfanilic acid, and 2ml of 25% glacial- 
acetic-acid mixtures to each of each obtained solution and leaving it at a room temperature for 30 minutes, about each solution, 
the yield of active oxygen was measured with the absorbance in 550nm, and the yield of a uric acid was measured with the 
absorbance of 295nm. 

[0032] Based on the following formulas, the active oxygen elimination activity value was computed using the acquired value. A 
result is shown in Table 2. 

[0033] < active oxygen elimination activity Formula^ active oxygen incidence-rate =[for which it asks The notation in (A550-3- 
A550-4) / (A550-1-A550-2)]x100 uric-acid yield =[(A295-3-A295-4)/(A295-1-A295-2)] x100 active-oxygen elimination activity 
=100-(active oxygen incidence-rate / uric-acid yield) x100, however a formula It considers as the value of the absorbance of 
each solution adjusted on the conditions shown in Table 1. 
[0034] 
[Table 1] 
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[0035] 
[Table 2] 
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It is clear from the above result that the active oxygen elimination agent of this invention has the outstanding active oxygen 
elimination operation. 

[0036] (3) Measurement of an active oxygen elimination operation (in vivo) 

After performing blood collecting from a 35-weeks old ICR system MCH male mouse (weights 30-40g), the active oxygen 
elimination agent obtained in the example 1 was administered orally to this mouse at a rate of 1000 mg/kg. It collected blood 
after [ of administration ] 30 minutes, and 2 hours and 5 hours after. The blood serum was picked out from the blood which 
collected blood with the above-mentioned monograph affair according to centrifugal separation, this was diluted with the buffer 
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4 * % < 

solution A 10 times, and active oxygen elimination activity was measured by the same approach as the trial of the above (2). 



result is shown in Table 3. 

[0037] 

[Table 3] 







& * m 
smmt 


4 7. 8 ± 15. 4 
62. 9 ± 10. 9 
49. 6 ± 7. 6 
58. 4 ± 4. 5 



It is clear for the active oxygen elimination agent of this invention to shift into blood promptly by internal use. and to maintain 
that effectiveness from this result, for a long time. 

[0038] (4) 40 5 weeks old Wister system feminity rats of examination of the effectiveness over aging and a hepatopathy were 
divided into the appearance which does not have dispersion in weight at four groups, said pellet was made to take in the usual 
pellet (F2 feed, made in the Funabashi farm) in other three groups, and the active oxygen elimination agent of each example was 
bred [ at one group / the pellet ] for 1% of the weight of the blended thing for 24 months to it. respectively. In addition, it enabled 
it to take in a pellet and water freely to a rat during an experiment. 

[0039] After 24-month breeding, it slaughtered, after extracting blood from the rat of each group. Then, the existence of an 
appearance was observed about disappearance of disseminated depilation. the plumping plasmotomy of the connective tissue 
under epidermis, sebaceous gland, and a sudoriferous gland as an evaluation index of aging about the rat of each group. 
[0040] Furthermore, these rats were dissected, liver was extracted and evaluation about a hepatopathy was performed by 
observing under a microscope as an upper pathology sample of macro-scopic observation. Moreover, although it reacted easily 
with unsaturated fatty acid in the living body and peroxylipid was produced when active oxygen occurred in the living body, the 
active oxygen elimination effectiveness in each organ was evaluated by measuring the amount of peroxylipid which earned out in 
this way and was produced to each part of the inside of the body (inside of a blood serum, a brain, and liver) by the TBA method. 

[0041] A result is shown [ amount / of peroxylipid ] in Table 4 as the number of appearance animals about other evaluation 
criteria as the average of ten animals. 
[0042] 
[Table 4] 
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In each organ in the living body, it is clear the active oxygen elimination agent's of this invention to have controlled generation of 
peroxylipid well by eliminating active oxygen, and to have prevented a living body's aging, and to have prevented the failure of 

liver. || 
[0043] (5) According to the guinea pig maximization test method of examination KURIGUMAN of effectiveness to the allergosis. 
evaluation to an allergic inducement reaction was performed using the cinnamaldehyde which is the sensitizer. 
[0044] The following experiments were conducted having made said pellet take in freely 1% of the weight of the thing and water 
which were blended for the active oxygen elimination agent of each example in other three groups, and breeding a usual pellet (F2 
feed, made in the Funabashi farm) and water in them at two groups (among these, one group control group) of the guinea pig of 
every one groups [ 8-10 ]. respectively. 

[0045] Intradermal injection of 4 times. 1% cinnamaldehyde liquid paraffin solution, the equivalent mixed liquor of Freund s 
complete adjuvant. 1% cinnamaldehyde liquid paraffin solution, and the 0.05ml of the Freund's complete adjuvant was earned out 
to the guinea pig of each above-mentioned group except the guinea pig of a control group every two days at every two places of 
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every regions of back. Furthermore, from the injection opening day. the closed patch of what applied the cinnamaldehyde liquid 
paraffin solution to the putt section of an adhesive bandage 1% was carried out. and dermal administration was also performed at 
least in the period by the injection end date, and the above-mentioned injection section at coincidence. 
[0046] The regions of back of all guinea pigs were shaved after two weeks, injection and a closed patch end date, dermal 
administration of each cinnamaldehyde liquid paraffin solution of 0.01%. 0.05%. 0.1%. 0.5%. and 1% concentration was carried out by 
the approach of carrying out a closed patch like the above for 24 hours, and the inducement reaction was seen. The Japanese 
Dermatol ogical Association this country patch test criteria shown below were used for the criteria of evaluation. A result is 

shown in Table 5. ... r/ ... 0l 

[0047] - : Adiaphorous ** : False positive reaction + : Positive reaction ++ : Reaction accompanied by an edema L0048J 

[Table 5] 
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The active oxygen elimination agent of this invention has controlled the good allergic inducement reaction so that clearly from 
this result. 

[0049] Next, the example of constituents, such as food, drugs, etc. containing the active oxygen elimination agent obtained in the 
above-mentioned example, is explained. In addition, especially ail the things in which the loadings used for below do not have a 
notice are the weight sections. 

[0050] ■ 
[Examples 4-6] The heating dissolution of the A component was carried out at 150 degrees C among the candy table 6. after 
casting what made B component homogeneity after addition and churning, it cooled and the candy was manufactured [ after 
cooling at 120 degrees C ]. 
[0051] 
[Table 6] 
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[Example 7] B component which the heating dissolution was carried out [ component ] and carried out the swelling dissolution of 
the A component of the GUMI table 7 separately at 110 degrees C was added, further. C component was added and it slushed 
into the mold, and after neglect, it removed from the mold and GUMI was manufactured one whole day and night. 
[0053] 
[Table 7] 
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[0054] 

[Example 8] the component of the juice table 8 — good — agitating — a solution — carrying out — sterilization and aseptic 
it sealed and juice was manufactured. 
[0055] 
[Table 8] 





SB a S 


»J > =f M ft 


9 8.0 
2. 0 



[0056] 

[Example 9] The component of the hot cake table 9 was often mixed, it roasted with the frying pan which oiled, and the hot cake 
was created. 
[0057] 
[Table 9] 
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[Example 10] A component of the granule table 10 was often mixed, and in addition, it corned gradually, carrying out kneading of 
the B component melted in the ethanol water solution 20 100ml% at this, this — 40 degrees C — 2 day-and-night ventilation 
desiccation — carrying out — screening — the particle size regulation was carried out and it considered as the granule. 
[0059] 
[Table 10] 
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[0060] 

[Example 11] The component of the injections table 11 was dissolved, and it filtered, and sterilized, and into ampul, aseptic was 
carried out, and it enclosed, and considered as injections. 
[0061] 
[Table 11] 
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0. 9 
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[0062] 

[Effect of the invention] Its safety is high, and since the constituent containing the active oxygen elimination agent of this 
invention and this has the outstanding active oxygen elimination operation, it is effective in prevention of the allergosis in which 
active oxygen participates, and a hepatopathy, and prevention of a therapy and living body aging. 
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TECHNICAL FIELD 

[Industrial Application] This invention relates to the constituent which contains in detail the active oxygen elimination agent 
which consists of an extract of walnut husks, and this active oxygen elimination agent about the constituent containing an active 
oxygen elimination agent and this. 
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PRIOR ART 



[Description of the Prior Art] Generally as effect which active oxygen does to a living body Damage on the organization by bridge 
formation of a collagen fiber, and the partial cleavage of a DNA spiral and generating of a connective radical is mentioned. 
Inducement of allergic responses, such as aging of the skins as the result, such as Siwa and elasticity disappearance, or a living 
body, and bronchial asthma, and inducement of the inflammation by histamine emission, It is known that induction of the dementia 
by aggravation of diseases, such as damage on the smooth muscle in the myocardial infarction which is one of the ischemic 
diseases, and a liver failure, and destruction of brain tissue etc. will be caused. Furthermore, although the detailed cause and the 
device are unknown, they are a fact also with well-known active oxygen also participating also in the onset of rheumatism. 
[0003] Therefore, it is very important to control generating of active oxygen in in the living body at the point which treats or 
prevents these diseases, and, for this reason, retrieval research of the drugs which have the operation which eliminates the 
active oxygen generated conventionally in the living body has been done widely. 

[0004] For example, as what is used conventionally, the tocopherol (vitamin E) of lipophilicity, a water-soluble ascorbic acid 
(vitamin C), etc. are mentioned by the thing of the natural product origin as drugs which have such an operation, and BHT (3, 5- 
tert-butyl-4-hydroxytoluene), BHA (2(3)-tert-buty|-hydronalium KISHIANI reel), etc. are mentioned in a synthetic compound. 
However, about these drugs, there were problems that an active oxygen elimination operation was not enough and — there 
arises carcinogenic misgiving — by BHT of a synthetic compound, and BHA. 

[0005] Moreover, recently, it asks for sufficient drug effect and sufficient safety, and many attempts in which the drugs which 
have an active oxygen elimination operation will be obtained from a crude drug extract are also made. For example, these all use 
an active oxygen elimination operation of a crude drug origin object for JP.60- 224629 A JP.61 -24522.A. JP,2-193930.A, JP,2- 
243632A JP.2-264727A JP.3-153629A JP.3-221587A JP.4-69343A JP.4-202138A JP.4-247010A etc. However, in these 
crude drug extracts, although there was no problem in safety, when saying from the point of an active oxygen elimination 
operation, still sufficient thing was not obtained. 

[0006] Furthermore, although the attempt which eliminates the active oxygen generated in the living body by prescribing 1 super 
oxide DESUMYUTAZE (SOD) of an enzyme for the patient has also been made, since SOD was protein, although the acquisition 
is not only difficult, but will be digested therefore, internal use was impossible and administration by injection was not that with 
which the half-life in blood is short and satisfaction goes, either. 

[0007] On the other hand, about the husks of a walnut, knowledge with the grinding object useful as a scrub agent and its extract 
extractives are excellent in moistness as skin external preparations, and useful knowledge is known. However, it was not known 
that the extract extractives of these walnut husks have an active oxygen elimination operation, and drugs, food. etc. were made 
to contain this, and the attempt in which it used for various prevention and therapies of a disease which were mentioned above, 
prevention of aging, and an improvement was not carried out. 
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EFFECT OF THE INVENTION 



[Effect of the Invention] Its safety is high, and since the constituent containing the active oxygen elimination agent of this 
invention and this has the outstanding active oxygen elimination operation, it is effective in prevention of the allergosis in which 
active oxygen participates, and a hepatopathy, and prevention of a therapy and living body aging. 
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TECHNICAL PROBLEM 

[Problem(s) to be Solved by the Invention] This invention makes it a technical problem to offer the constituent which is made 
from the above-mentioned viewpoint, and has the operation which fully eliminates the active oxygen generated in the living body, 
and contains an active oxygen elimination agent and this with high safety. 
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MEANS 



[Means for Solving the Problem] In order that this invention persons may solve the above-mentioned technical problem, while 
screening various matter by making an active oxygen elimination operation into an index That the fruit of the walnut which 
contains inside husks the partial saturation fats and oils which are easy to receive degradation by active oxygen can maintain 
internal partial saturation fats and oils at stability When it reasoned that it was because the defense mechanism over a certain 
active oxygen exists in outer husks and the walnut husks extract was covered over screening of an active oxygen elimination 
agent, it came to complete a header and this invention for the component which has the active oxygen elimination operation 
excellent in this walnut husks extract component existing. 

[0010] That is, this invention relates to the constituent containing the active oxygen elimination agent and this which consist of 
an extract of walnut husks. Hereafter, this invention is explained to a detail. 

[0011] The active oxygen elimination agent of active oxygen elimination agent this invention of <1> this invention consists of an 
extract of walnut husks. The walnut husks used for this invention are husks of the fruits of the Juglandaceae vegetation 
generally known, for example, walnut husks, such as demon GURUMI. MANSHUUGURUMI, and the Wall nuts, are mentioned. 
[0012] The above-mentioned walnut husks take out the extract which contains the component which has an active oxygen 
elimination operation, and contains said component by extract, and it is used for them as an active oxygen elimination agent of 
this invention. Extract processings of walnut husks are approaches, such as continuous system and a batch type, and are 
performed the time of arbitration by maceration or digestion with a conventional method. For example, walnut husks are 
pulverized finely and it extracts by being immersed by one - three days, or the boiling temperature of an extracting solvent at a 
room temperature to an extracting solvent for 1 hour to 5 hours. Then, except for extract residue, reduced pressure or an 
ultrafiltration is performed from an extract, and an extract is condensed, or [ furthermore, / distilling off an organic solvent 
completely and hardening by drying if needed. ] — or it freeze-dries. 

[0013] As a solvent used for such an extract, although water and various organic solvents are mentioned, one sort chosen from 
water, a methanol, ethanol, n-propyl alcohol, i-propyl alcohol, n-butyl alcohol, i-butyl aicohol. sec-butyl alcohol, t-butyl alcohol, 
and an acetone especially in this invention or two sorts or more are desirable. 

[0014] The constituent of constituent this invention containing the active oxygen elimination agent of <2> this inventions blends 
the above-mentioned active oxygen elimination agent according to a conventional method, for example, drugs, food, etc. are 
mentioned. 

[0015] Although especially a pharmaceutical form is not limited when pharmaceutical-preparation-izing it. using the active oxygen 
elimination agent of this invention as drugs, according to the usual approach.-izing can be carried out [ pharmaceutical form ] 
with the arbitration component usually used by drugs, such as an excipient. a binder, disintegrator, lubricant, a coloring agent, 
corrigent, an odor-masking agent, an extending agent, and coating, to various pharmaceutical preparation usually used, such as 
injections, powder, a granule, a tablet, a capsule, and liquids and solutions. 

[0016] although it changes with the class of disease, a symptom, a patient's age, weights, etc. about the dose of the above- 
mentioned drugs — an adult — it is appropriate for one person to administer 10mg - 1000mg orally in 1 time thru/or several 
steps as an amount of the extract of per day and walnut husks, or to prescribe 5mg - 500mg for the patient by injection. As a 
medication method of injections, intravenous administration, intraarterial administration, the administration in a portal vein, 
intraperitoneal administration, intramuscular administration, subcutaneous administration, etc. are mentioned. 
[0017] It can blend with various food with the arbitration component usually used with food, without minding especially, when 
blending the active oxygen elimination agent of this invention with food. If it illustrates, the staple food, such as confectionary, 
such as a candy, and GUMI and jelly, drinks like juice, and a pan, etc. will be mentioned. Although loadings change with classes of 
food, in order to acquire sufficient active oxygen elimination effectiveness, without spoiling the taste of food, its 0.1 - 10 % of the 
weight is desirable. 

[0018] In addition, since walnuts are edible fruits, the extract of walnut husks can expect to excel in safety. 
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OPERATION 



[Function] The constituent containing the active oxygen elimination agent of this invention and this work effectively to the 
improvement of living body aging . such as a therapy of various illnesses . such as ischemic diseases , such as the inflammation 
and the senile dementia it be suppose that active oxygen be involve according to the active oxygen elimination operation which 
be excellent in the walnut husks extract which be the active principle as mention above , and myocardial infarction . or an allergic 
disease , a liver failure , and rheumatism , and the skin . 

[0020] Moreover, the constituent containing the active oxygen elimination agent of this invention and this can be used effectively 
also because of prevention of the above-mentioned illness or living body aging. This is because the active oxygen which 
generated the component which has an active oxygen elimination operation by making it exist beforehand in the living body in the 
living body can be eliminated quickly and can be detoxified. 
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EXAMPLE 



[Example] Below, the example of this invention is explained. First the example of the active oxygen elimination agent of this 

invention is explained. 

[0022] 

[Example 1] After having pulverized finely 500g of walnut husks of demon GURUMI. adding 51. water to this and carrying out 
heating churning at 105 degrees C for 2 hours, it freeze-dried having filtered, having removed residue and having covered 2 
****s of obtained filtrate, and the walnut husks extract of demon GURUMI was obtained as 4.9g brown powder. This was made 
into the active oxygen elimination agent as it was. 
[0023] 

[Example 2] After having pulverized 500g of walnut husks of MANSHUUGURUMI finely, adding 51. of equivalent mixed liquor of a 
methanol and n-butyl alcohol to this and performing churning, heating, and reflux for 2 hours, it filtered, residue was removed, 
vacuum concentration of the obtained filtrate was carried out. and 5.3g was obtained for the walnut husks extract of 
MANSHUUGURUMI as a viscosity nature liquid. This was made into the active oxygen elimination agent as it was. 
[0024] 

[Example 3] After having pulverized finely 500g of walnut husks of the Wall nuts, adding 51. of acetone water solutions to this 50% 
and performing churning, heating, and reflux for 2 hours, it filtered, residue was removed and vacuum concentration of the 
obtained filtrate was carried out. Furthermore, freeze-drying processing of this concentrate was carried out over 48 hours, and 
the walnut husks extract of the Wail nuts was obtained as 5.1 g being amorphous. This was made into the active oxygen 
elimination agent as it was. 

[0025] About the active oxygen elimination agent obtained in Evaluation of active oxygen elimination agent> above-mentioned 
each example, evaluation about safety, an active oxygen elimination operation and aging, a liver failure, and the effectiveness over 
the allergosis was performed. 

[0026] (1) Intraperitoneal [ of the 5 weeks old ICR male mouse (weights 25-30g) of every two acute toxicity test 1 groups J was 
medicated with what dissolved the active oxygen elimination agent obtained in the example 1 in the physiological saline at a rate 
of 500 mg/kg. 1000 mg/kg. and 2000 mg/kg, respectively, and life and death were judged 14 days after. Consequently, the mouse 
survived also in said which dose and it was checked that a fifty percent lethal dose value is 2000mg/kg or more. It is clear that 
the active oxygen elimination agent of this invention excels this in safety. 
[0027] (2) Measurement of an active oxygen elimination operation (in vitro) 

Based on the reaction formula shown in ** 1. the yield of 02- which was made to generate the superoxide anion (02-) which is 
one of the active oxygen by the xanthin-xanthine oxidase (XOD) system, and was generated was measured by the nitrous-acid 
method, this value was amended with the xanthine oxidase inhibition activity value, and the active oxygen elimination operation 
value was calculated. 
[0028] 
[Formula 1] 

H 2 Oj 

NHCH 2 CH 2 NH 2 

SOD 



t 




XOD 



NH 2 OH 



SO3H 



[0029] 0.1ml of active oxygen elimination agent water solutions which contain the active oxygen elimination agent obtained in 
each above-mentioned example at a SOOmicrog [/ml ] rate could be added to 65mM potassium dihydrogen phosphate. 35mM 
sodium borate. 0.2ml (henceforth the buffer solution A) of 0.5m ME DT A disodium water solutions, 0.2ml of 0.5mM xanthin 
solutions. 0.1ml of 10mM hydroxylamine-hydrochloride water solutions, and the mixed liquor of 0.2ml of pure water, they were 
agitated, and were used as test fluid. Similarly, the solution of the control which used 0.1ml of pure water instead of the active 
oxygen elimination agent was produced. 

[0030] After adding 0.2ml of buffer solutions A which contain xanthine oxidase by Imicrol. [/ml ] concentration and agitating 
them in each above-mentioned test fluid and a control solution, the incubation was carried out at 37 degrees C for 30 minutes. 
0.2ml of buffer solutions A which do not contain xanthine oxidase in the test fluid and the control solution which were adjusted 
like the above as a blank was added, and the solution processed like the above was prepared. 

[0031] Thus, after adding a 30microMN-1-naphthyl ethylenediamine hydrochloride. 3mM sulfaniiic acid, and 2ml of 25% glacial- 
acetic-acid mixtures to each of each obtained solution and leaving it at a room temperature for 30 minutes, about each solution, 
the yield of active oxygen was measured with the absorbance in 550nm, and the yield of a uric acid was measured with the 
absorbance of 295nm. 
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[0032] Based on the following formulas, the active oxygen elimination activity value was computed using the acquired value. A 
result is shown in Table 2. 

[0033] < active oxygen elimination activity Formula > active oxygen incidence-rate =[for which it asks The notation in (A550-3- 
A550-4) / (A55O-1-A550-2)]x100 uric-acid yield =[(A295-3-A295-4)/(A295-1-A295-2)] x 100 active-oxygen elimination activity 
=100-(active oxygen incidence-rate / uric-acid yield) x100, however a formula It considers as the value of the absorbance of 
each solution adjusted on the conditions shown in Table 1 . 
[0034] 
[Table 1] 
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[0035] 
[Table 2] 
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It is clear from the above result that the active oxygen elimination agent of this invention has the outstanding active oxygen 
elimination operation. 

[0036] (3) Measurement of an active oxygen elimination operation (in vivo) 

After performing blood collecting from a 35-weeks old ICR system MCH male mouse (weights 30-40g), the active oxygen 
elimination agent obtained in the example 1 was administered orally to this mouse at a rate of 1000 mg/kg. It collected blood 
after [ of administration ] 30 minutes, and 2 hours and 5 hours after. The blood serum was picked out from the blood which 
collected blood with the above-mentioned monograph affair according to centrifugal separation, this was diluted with the buffer 
solution A 10 times, and active oxygen elimination activity was measured by the same approach as the trial of the above (2). A 
result is shown in Table 3. 
[0037] 
[Table 3] 
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It is clear for the active oxygen elimination agent of this invention to shift into blood promptly by internal use. and to maintain 
that effectiveness from this result, for a long time. 

[0038] (4) 40 5 weeks old Wister system feminity rats of examination of the effectiveness over aging and a hepatopathy were 
divided into the appearance which does not have dispersion in weight at four groups, said pellet was made to take in the usual 
pellet (F2 feed, made in the Funabashi farm) in other three groups, and the active oxygen elimination agent of each example was 
bred [ at one group / the pellet ] for 1% of the weight of the blended thing for 24 months to it, respectively. In addition, it enabled 
it to take in a pellet and water freely to a rat during an experiment. 

[0039] After 24-month breeding, it slaughtered, after extracting blood from the rat of each group. Then, the existence of an 
appearance was observed about disappearance of disseminated depilation, the plumping plasmotomy of the connective tissue 
under epidermis, sebaceous gland, and a sudoriferous gland as an evaluation index of aging about the rat of each group. 
[0040] Furthermore, these rats were dissected, liver was extracted and evaluation about a hepatopathy was performed by 
observing under a microscope as an upper pathology sample of macro-scopic observation. Moreover, although it reacted easily 
with unsaturated fatty acid in the living body and peroxylipid was produced when active oxygen occurred in the living body, the 
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active oxygen elimination effectiveness in each organ was evaluated by measuring the amount of peroxylipid which carried out in 
this way and was produced to each part of the inside of the body (inside of a blood serum, a brain, and liver) by the TBA method. 

[0041] A result is shown [ amount / of peroxylipid ] in Table 4 as the number of appearance animals about other evaluation 
criteria as the average of ten animals. 
[0042] 
[Table 4] 
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In each organ in the living body, it is clear the active oxygen elimination agent's of this invention to have controlled generation of 
peroxylipid well by eliminating active oxygen, and to have prevented a living body's aging, and to have prevented the failure of 
liver. 

[0043] (5) According to the guinea pig maximization test method of examination KURIGUMAN of effectiveness to the allergosis. 
evaluation to an allergic inducement reaction was performed using the cinnamaldehyde which is the sensitizer. 
[0044] The following experiments were conducted having made said pellet take in freely 1% of the weight of the thing and water 
which were blended for the active oxygen elimination agent of each example in other three groups, and breeding a usual pellet (F2 
feed, made in the Funabashi farm) and water in them at two groups (among these, one group control group) of the guinea pig of 
every one groups [ 8-10 ], respectively. 

[0045] Intradermal injection of 4 times. 1% cinnamaldehyde liquid paraffin solution, the equivalent mixed liquor of Freund's 
complete adjuvant, 1% cinnamaldehyde liquid paraffin solution, and the 0.05ml of the Freund's complete adjuvant was carried out 
to the guinea pig of each above-mentioned group except the guinea pig of a control group every two days at every two places of 
every regions of back. Furthermore, from the injection opening day, the closed patch of what applied the cinnamaldehyde liquid 
paraffin solution to the putt section of an adhesive bandage 1% was carried out, and dermal administration was also performed at 
least in the period by the injection end date, and the above-mentioned injection section at coincidence. 
[0046] The regions of back of all guinea pigs were shaved after two weeks, injection and a closed patch end date, dermal 
administration of each cinnamaldehyde liquid paraffin solution of 0.01%, 0.05%, 0.1%, 0.5%. and 1% concentration was carried out by 
the approach of carrying out a closed patch like the above for 24 hours, and the inducement reaction was seen. The Japanese 
Dermatological Association this country patch test criteria shown below were used for the criteria of evaluation. A result is 
shown in Table 5. 

[0047] - : Adiaphorous ** : False positive reaction + : Positive reaction ++ : Reaction accompanied by an edema [0048] 
[Table 5] 
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The active oxygen elimination agent of this invention has controlled the good allergic inducement reaction so that clearly from 

this result. ... , . . , 

[0049] Next the example of constituents, such as food, drugs, etc. containing the active oxygen elimination agent obtained in the 
above-mentioned example, is explained. In addition, especially all the things in which the loadings used for below do not have a 
notice are the weight sections. 

[Examples 4-6] The heating dissolution of the A component was carried out at 150 degrees C among the candy table 6, after 
casting what made 8 component homogeneity after addition and churning, it cooled and the candy was manufactured [ after 
cooling at 120 degrees C ]. 
[0051] 
[Table 6] 
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[Example 7] B component which the heating dissolution was carried out [ component ] and carried out the swelling dissolution 
the A component of the GUMI table 7 separately at 110 degrees C was added, further. C component was added and it slushed 
into the mold, and after neglect it removed from the mold and GUMI was manufactured one whole day and night. 
[0053] 
[Table 7] 
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[Example 8] the component of the juice table 8 — good — agitating — a solution — carrying out — sterilization 
it sealed and juice was manufactured. 
[0055] 
[Table 8] 



& ft 


E o 2 


y > rf * it 


98. 0 
2. 0 



[Example 9] The component of the hot cake table 9 was often mixed, it roasted with the frying pan which oiled, and the hot cake 
was created. 
[0057] 
[Table 9] 
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[Example 10] A component of the granule table 10 was often mixed, and in addition, it corned gradually, carrying out kneading 
the B component melted in the ethanol water solution 20 100ml% at this, this — 40 degrees C — 2 day-and-night ventilation 
desiccation — carrying out — screening — the particle size regulation was carried out and it considered as the granule. 
[0059] 
[Table 10] 
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[0060] 

[Example 11] The component of the injections table 11 was dissolved, and it filtered, and sterilized, and into ampul, aseptic was 
carried out, and it enclosed, and considered as injections. 
[0061] 
[Table 11] 
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